Leaf cutting/enzymatic digestion o/n 



Protoplast filtration/purification 



■P6-. 



Incubate 



| Transformation: co-cultivation w/ Agrobacterium 



Protoplast washing/selection 



Protoplast embedding: in 0.3% agarose 
culture in /0.3M K4medium 



Jncubate 



Media change: 0.2M K4 medium 



incubate 



Media change: CUM K4 medium 



Initial scoring for transformed phenotype 

(nyg R ) 



Incubate 



Media change: 0.1M K4 medium 



'Surface plate" microcaili from agarose 



Media change: CUM K4 medium 
Begin screening larger-sized microcaili 



Protoplast isolation and transformation flowchart 




Figure a, Freshly isolated protoplasts are mutagenized by 
ATM, subcultured and propagated to the stage of microcalli. 





ru 

igure 3, Individuals are sampled and a portion used to prepare 
tracts for assays. Steps are combined into a single procedure 
lat establishes a library of viable, mutagenized calli. 





Figure f, Part of an ATM "library" of callus cultures of N. 
tabacum. 1,344 individual clones with a random T-DNA insert 
- this represents one shelf of an incubator 




Figure 5, Tagged clonal daughter calli selected from a 
screen-positive "parent". Positive calli from secondary 
screen are regenerated to whole plants. 
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